DNA ligases are key enzymes in molecular and synthetic biology that catalyze the joining of breaks in duplex DNA and the end-joining of DNA fragments. Ligation fidelity (discrimination against the ligation of substrates containing mismatched base pairs) and bias (preferential ligation of particular sequences over others) have been well-studied in the context of nick ligation. However, almost no data exist for fidelity and bias in end-joining ligation contexts. In this study, we applied Pacific Biosciences Single-Molecule Real-Time sequencing technology to directly sequence the products of a highly multiplexed ligation reaction. This method has been used to profile the ligation of all three-base 5 -overhangs by T4 DNA ligase under typical ligation conditions in a single experiment. We report the relative frequency of all ligation products with or without mismatches, the position-dependent frequency of each mismatch, and the surprising observation that 5 -TNA overhangs ligate extremely inefficiently compared to all other Watson-Crick pairings. The method can easily be extended to profile other ligases, endtypes (e.g. blunt ends and overhangs of different lengths), and the effect of adjacent sequence on the ligation results. Further, the method has the potential to provide new insights into the thermodynamics of annealing and the kinetics of end-joining reactions.
INTRODUCTION
DNA ligases, present in all domains of life and in many viruses, are critical enzymes for in vivo genome replication and maintenance. Ligases, especially the DNA ligase from bacteriophage T4, have also proven essential to molecular biology methodologies, including cloning, next-generation sequencing library preparation, gene synthesis and molecular diagnostics (1) (2) (3) . DNA ligases canonically join the 3 -hydroxyl of one DNA strand to the 5 -phosphoryl group of another when both are hybridized to a complementary DNA. Flexibility in substrate structure has been documented for a variety of ligases, with many tolerating ribonucleotides, gaps, or base-pair mismatches during the ligation of a break in one strand of a duplex DNA (nick ligation) (4) (5) (6) (7) (8) (9) . Several ligases, including T4 DNA ligase, can also efficiently join two DNA fragments with short complementary ssDNA overhangs or blunt ends, an activity of critical importance to many modern molecular biology methodologies (10) (11) (12) (13) .
Ligase fidelity, the ability to discriminate against mismatches at the ligation junction, has been well studied for several ligases in the context of nick ligation (6, 8, (14) (15) (16) (17) (18) . DNA ligases are proposed to sterically sense mismatches in nicked DNA through distortion in DNA helix shape, and prefer mismatch pairings that can be accommodated within the normal helix diameter, pairings with multiple hydrogen bonds, or both (19) (20) (21) . However, the specific mismatches tolerated vary from ligase to ligase, and these preferences must be determined empirically. Past studies profiling ligase mismatch tolerance have typically analyzed individual nick substrates in parallel or in small pools, allowing measurement of relative rates of ligation of nick substrates containing mismatched base pairs (15, (22) (23) (24) . In general, ligases have been found to be more tolerant of mismatches at the side of the junction providing the 5 -phosphate. For example, T4 DNA ligase can ligate all mismatched base pairings at the 5 side, but prefers C:T, G:T, A:C and T:T mismatches at the 3 -hydroxyl side to the exclusion of others (where the mismatched bases are listed as the ligation junction base:templating strand base) (6, 23) . The high-fidelity Thermus thermophilus (Tth) DNA ligase is less tolerant of mis-e79 Nucleic Acids Research, 2018, Vol. 46, No. 13 PAGE 2 OF 11 matches on the 5 -side of the ligation junction than T4 DNA ligase, readily ligating T:T, T:G, A:C and C:A mismatches, with lesser amounts of G:T, C:C, A:A and G:A ligation (15) . Asymmetrical preferences are common in ligation mismatch tolerance; for example, T4 DNA ligase prefers T:C to C:T at the 3 -OH side of the junction, and Tth DNA ligase prefers T:G to G:T at the 5 -side of the ligation junction (6, 15, 23) .
While DNA ligase fidelity and bias has been studied for nick ligation, there remains a need to systematically characterize mismatch tolerance in an end-joining context. Here, we report a single-molecule, next-generation sequencing assay to probe the fidelity of DNA ligase end-joining, from a mixed population of ssDNA overhangs. Pacific Biosciences Single-Molecule Real-Time (SMRT) Sequencing allows for true single-molecule sequencing without PCR amplification of the DNA, gaining high accuracy by reading an insert many times via a rolling-circle replication mechanism (25, 26) . In our assay, hairpin substrates incorporate the SMRTbell adapter and a short three-base 5 -overhang ( Figure  1 ). The overhang region is randomized such that it contains all possible three-base overhangs in approximately equal proportion. Ligation of these randomized pools creates libraries with SMRTbell adapters on both ends and an insert region generated from the ligation of two overhangs. SMRT sequencing of the ligated libraries allows direct read out of both overhangs from single ligation products (27) . This method allows the systematic profiling of ligation events for all possible overhangs in a single experiment, with the frequency of each product assumed to be proportional to the efficiency of that particular end-joining reaction. We have applied this method to characterize the ligation of three base overhangs by T4 DNA ligase under typical reaction conditions, allowing the comprehensive evaluation of the fidelity and bias of the reaction.
MATERIALS AND METHODS
All enzymes and buffers were obtained from New England Biolabs (NEB, Ipswich, MA, USA) unless otherwise noted. T4 DNA ligase reaction buffer (1×) is: 50 mM Tris-HCl (pH 7.5), 10 mM MgCl 2 , 1 mM ATP, 10 mM DTT. NEBuffer 2 (1×) is: 10 mM Tris-HCl (pH 7.9), 50 mM NaCl, 10 mM MgCl 2 , 1 mM DTT. CutSmart Buffer (1×) is: 20 mM Tris-acetate (pH 7.9), 50 mM Potassium Acetate, 10 mM Magnesium Acetate, 100 g/ml BSA. All column cleanup of oligonucleotides and ligated libraries was performed using Monarch ® PCR & DNA Cleanup Kit columns (NEB), following the published Oligonucleotide Cleanup Protocol (https://www.neb.com/protocols/2017/04/25/ oligonucleotide-cleanup-using-monarch-pcr-dna-cleanupkit-5-g-protocol-neb-t1030). Oligonucleotide purity and sizing was performed using an Agilent Bioanalyzer 2100, using a DNA 1000 assay, following the standard protocols.
Preparation of substrates for multiplexed ligation fidelity and bias profiling assay
Initial PAGE-purified substrate precursor oligonucleotide was obtained as a lyophilized solid (IDT). The sequence (Table 1 ) contained a 5 -terminal region, a randomized three-base region, a SapI binding site, a constant region, an internal 6-base randomized region as a control for synthesis bias, and a region corresponding to the SMRTbell sequencing adapter for PacBio SMRT sequencing. The oligonucleotide was designed with a short (7-base) complementary region such that they form a primer-template junction hairpin structure (Figure 1 ). The precursor oligonucleotide was dissolved in 1× annealing buffer (10 mM Tris pH 8.0, 50 mM NaCl, 0.1 mM EDTA) to a final concentration of 100 M. In a final reaction volume of 200 l, the substrate precursor oligonucleotide (40 l of 100 M stock) was combined with 200 U Klenow Fragment (3 →5 exo-), 0.4 U yeast inorganic pyrophosphatase in NEBuffer 2 at 1× final concentration and dNTPs at 1 mM each final concentration. The extension reaction was incubated 1 h at 37
• C, 2 l Proteinase K was added and the reaction incubated 20 min at 37
• C. The DNA was purified (Monarch ® PCR & DNA Cleanup Kit), and the concentration of the purified DNA (typically 25-30 M) was determined using an Agilent Bioanalyzer 2100, DNA 1000 kit.
The extended DNA was cut using SapI to generate a three-base overhang. Typically, 1 l of DNA from the extension reaction was combined with 900 U of SapI in a 100 l total volume of NEB CutSmart buffer and incubated for 2 h at 37
• C. Reactions were halted by addition of 1 l Proteinase K followed by 20 min incubation at 37
• C, then purified using the Monarch ® PCR & DNA Cleanup Kit (NEB). Final concentration and extent of cutting was determined by Agilent Bioanalyzer (DNA 1000) and confirmed to be >95% cut. Remaining uncut starting material (∼5%) was not 5 phosphorylated, and thus should not interfere with subsequent cohesive-end joining reactions. For use in subsequent steps, DNA substrates were diluted to ∼500 nM in 1× TE buffer, with precise concentration determined by Bioanalyzer. The final substrate sequence can be found in Table 1 .
Preparation of ligation fidelity libraries for Pacific Biosciences SMRT sequencing
In a typical reaction, substrate (100 nM) was combined with 2.5 l high concentration T4 DNA ligase (2000 U, 1.75 M final concentration) in 1× T4 DNA ligase buffer in a 50 l total reaction volume and incubated for 1 h or 18 h at 25
• C or 37
• C. Reactions were quenched with 2.5 l 500 mM EDTA, and purified using the Monarch ® PCR & DNA Cleanup Kit, oligonucleotide cleanup protocol. Each ligation was performed in a minimum of duplicates, and the ligation yield was determined by Agilent Bioanalyzer (DNA 1000) with error reported as one standard deviation. The ligated library was treated with exonuclease III (50 U) and exonuclease VII (5 U) in a 50 l volume in 1× Standard Taq Polymerase buffer for a 60 min incubation at 37
• C. The library was purified using a Monarch ® PCR & DNA Cleanup Kit, oligonucleotide cleanup protocol, including a second wash step, then quantified by Agilent Bioanalyzer (DNA 1000). Typical concentrations of final library were between 0.5 and 2 ng/l. 
Pacific biosciences SMRT sequencing
Ligated overhang substrates form a circular molecule, comprising a double-stranded insert DNA capped with SMRTbell adapters (Figure 1 PacBio SMRT sequencing of each ligated product resulted in a long rolling-circle sequencing read. The sequencing read was comprised of regions corresponding to inserts (summarized in Table 1 ) from top and bottom strands interspersed by regions corresponding to SMRTbell adapters ( Figure 1 ). A computational workflow was developed (i) to separate insert sequences from opposite strands, (ii) to build accurate consensus reads for each strand and (iii) to extract actual overhang sequences in each strand. For the first step, the longest stretch of inserts was identified in each polymerase read such that each insert is of expected size and the distance between any two inserts is of expected length e79 Nucleic Acids Research, 2018, Vol. 46 , No. 13
corresponding to the length of SMRTbell adapter. A 20% variation in length of either insert or adapter was allowed to account for the high single-pass indel rate of PacBio SMRT sequencing technology. Inserts corresponding to the same strand were grouped together, and a consensus sequence of each strand was built with the Arrow algorithm using the ccs program from SMRT Link software (https://github. com/PacificBiosciences/GenomicConsensus). At least five subreads per strand were required to build a consensus; reads from which fewer than five subreads per strand were found were discarded. Resulting consensus sequences were aligned to the respective insert reference sequences using BLASR aligner, and sequence fragments corresponding to overhangs and barcodes were extracted for each strand. A number of filtering steps were applied to avoid sequencing artifacts and ensure integrity of the derived data. The length of derived overhangs was required to be exactly three nucleotides. Three bases, immediately adjacent to the overhangs on either side, were required to match the reference sequence. Additionally, the length of the derived barcodes was required to be six nucleotides, and respective barcodes in the opposite strands were required to be complementary. One mismatch per barcode was permitted to account for possible replicative errors. Frequencies of all observed overhang pairs in ligation products were tabulated and used to derive results. To avoid bias due to arbitrary definition of top and bottom strands in ligation products, overhang pairs were counted twice: once in the top/bottom direction, and once in the bottom/top direction.
Determining substrate sequence bias resulting from oligonucleotide synthesis
For each multiplexed ligation profile library, the internal barcodes were characterized to assess the degree of sequence bias introduced by the oligonucleotide synthesis. For each read, the barcode sequence was extracted, and the fraction of each base at each position determined. The reported values are for the barcode strand produced by the oligonucleotide synthesis; the complementary strand, inserted during the polymerase extension step, has the complementary ratios. The error is reported as the standard deviation of all six positions from all sequencing runs using a given substrate.
Oligonucleotide ligation assay
Standard ligation assay mixtures were composed of 1× T4 reaction buffer, 350 nM T4 DNA ligase and 100 nM FAMlabeled DNA substrate, in a reaction volume of 100 l. Reactions were performed at 25
• C. Components were gently mixed by pipetting and incubated at reaction temperature for 5 min prior to initiation by the addition of the DNA substrate. Reactions were quenched by a 1:1 (vol/vol) addition of 50 mM EDTA at times as indicated in each figure legend. The ligated products were analyzed by capillary gel electrophoresis as described previously (23, 28, 29) . Reported values are the average of a minimum of three replicates, with the error bars representing the standard deviation of the measurements. Sequences used in this assay can be found in the Supplementary Data, Table S1 . 
RESULTS
As a key test case, the method was used to profile the endjoining fidelity of T4 DNA ligase under typical reaction conditions. Ligation libraries were prepared using standard buffer conditions for each overhang pool with ligation temperatures of 25 or 37
• C and ligation times of 1 or 18 h. These reactions contain a large excess of ligase (1.75 M) over ligatable ends (100 nM); thus, the results represent single-turnover ligation conditions. This ratio was chosen as it is similar to the standard ratio recommended in typical cloning protocols, and should be representative of results that would be expected during molecular biology experiments that require end-joining by T4 DNA ligase. Under these conditions, the yield of ligation product was 80 ± 1% for 1 h at 25
• C (88 ± 1% at 18 h) and 75 ± 1% for 1 h at 37
• C (79 ± 4% at 18 h). Data from replicates were combined before analysis; for an examination of sequencing reproducibility between replicates, see Supplementary Data (Supplementary Text, Figure S1 and Table S2 ).
The multiplexed ligation profile results for three-base overhangs for 1 h at 25
• C are shown in Figure 2 , and reported in a tabular format in 
TNA overhangs show greatly reduced ligation efficiency
While the majority of correctly base-paired ligation partners were observed in very similar overall frequency (Figures 2B and 3B, blue bars) , it was noted at both 25
• C and 37
• C that the four TNA overhangs had notably reduced incidence compared to the average. The corresponding ANT overhangs, despite being expected to be present in the exact same proportion of the initial substrate pool, did not show a reduced incidence compared to the other overhangs in the set.
This discrepancy suggested that the ligation of TNA overhangs may be fundamentally inefficient. To confirm this hypothesis, defined, fluorescently-labeled dsDNA substrates with 5 -three-base overhangs were ligated and the degree of ligation monitored over time. Indeed, ligation of defined substrate pools of TNA and ANT substrates ( Figure  4A ) showed that substrates with a TNA overhang ligated ∼100× slower than the same substrate with an ANT overhang. This result indicated that the low incidence of ligation products resulting from TNA overhangs was indeed a result of dramatically lower ligation rates compared to other sequences.
Ligation fidelity of overhangs varies dramatically with sequence
The range of observed ligation fidelity as a function of overhang identity was quite broad, from overhangs with very few observed mismatch ligation events (e.g. AAA, ATA, CAA) to those where a very large fraction of observations (>40%) found a ligation partner with one or more basepair mismatches (e.g. GCC and GGC). Overall, there was a weak trend towards lower fidelity with higher G/C content. More specifically, for three-base overhangs, 5 -GNN sequences were highly represented in the lowest-fidelity overhangs, with 5 -TNN over-represented in the highest fidelity group. Increasing temperature (37
• C, Figure 3 ) resulted in an overall suppression of mismatch ligation, with no significant change to the overall patterns: the Kendall rank correlation coefficient equals 0.87 when comparing individual ligation fractions observed at 25
• C (only ligations with more than 10 counts per ligation event were considered). Additionally, there was minimal effect on the identity of the mismatches observed ( Figure 5) . Mismatch rates at 37
• C were 2-fold lower than at 25
• C as measured by the fraction of mismatch ligations (orange bars in Figures 2B and 3B; mean mismatch ligation fraction per overhang was 2.53 × 10 −3 and 1.29 × 10 −3 , respectively). For most overhangs, even those of the lowest fidelity, it should be noted that the bulk of the mismatch ligation events were derived from pairing with only a few (typically 2-3) other overhangs ( Table 2 ). For example, GGC was one of the lowest fidelity overhangs, with only 54% of observations showing it paired with its Watson-Crick partner, GCC. However, its mispairing events are dominated by GCT (43% of mismatch ligation events) and ACC (38% of mismatch ligation events). For CGT, 76% of ligations were with its Watson-Crick partner, with nearly all of the observed mismatch ligations coming from pairing with the overhang GCG (90% of mismatch ligation events). Importantly, the overwhelming majority (98%) of mismatch overhangs at 1 h at 25
• C had a single-base mismatch; two-and three-base mismatches were 1.8% and <0.1%, respectively. Very similar results were observed for 1 h at 37
• C (one, two and three-base mismatches were 97.6%, 2.2% and <0.2%, respectively). Thus, individual overhangs that exhibit low fidelity are not promiscuous, rather they tend to pair with only a few specific mismatched sequences.
Ligation preference for mismatches varies by position and strand sense and is context-sensitive
Analysis of the observed mismatch ligation events further allowed identification of the types of mismatches tolerated by the ligase, and the effect of position and structural context on ligation preferences. Figure 5 shows the observed frequency of ligated mispairs at the 'edge' position versus the 'middle' position for three-base overhangs at 25
• C. As with the overall fidelity, increasing temperature had little effect on the specific mismatch pairings observed or their relative frequency to each other, simply reducing overall mismatch frequency relative to Watson-Crick paired products (Supplementary Data, Figure S4 ).
At the edge position of three-base overhangs (N1:N3 , Figure 5A and C), mismatch ligation was dominated by G:T mispairs, which make up 52% of all observed N1:N3 mismatches (mismatches at this position total 7.1% of all ligation events, with G:T mismatches at this position comprising 3.7% of all ligation events). Interestingly, this preference was only for 5 -G mispairs,
G NN TNN
; the reciprocal At the middle position of three-base overhangs (N2:N2 , Figure 5B and D), a lower overall frequency of mismatches was observed, ∼3-fold less common compared to the total frequency for mismatches at the edge position (7.1% and 2.3% for edge and middle mismatches, respectively). At the middle position, T:T mismatches were modestly favored, ∼2-3 times more prevalent than any other single mismatch, with C:T, T:C, G:T and T:G all present at similar frequencies ( Figure 5B) . A:C, C:A, C:C and purine:purine mismatches appeared to be strongly disfavored at these positions.
DISCUSSION
Our results revealed the mismatch tolerance of T4 DNA ligase when joining short overhangs. In the end-joining reactions described here, the substrate did not have randomized bases at the 3 -OH side of the ligation junction, as the sequence adjacent to the overhangs was kept constant; thus, only mismatches at the 5 -phosphate side of the junction could be observed. T4 DNA ligase is very tolerant of mismatches on 5 -phosphate of nicks, making it difficult to predict from previous studies what mismatches to expect in end-joining (6, 23) . In this study, we nevertheless observed specific mismatch preferences that line up with the general preferences of ligases in nick ligation (15, 23) . Specifically, mismatches observed were those that could form multiple hydrogen bonds (A:G, C:A, A:A), those which can be accommodated within the normal helix diameter upon enzyme binding (T:T), and those that meet both criteria (G:T) (20, 21) . As with nick ligation, G:T mismatches were broadly tolerated in cohesive end ligation, as are T:T, and to a lesser extent, A:C, A:G and A:A mismatches. Interesting asymmetries were also observed; i.e. G:T mismatches are much more (∼10-fold) prone to ligation than T:G, and A:C mismatches much more prone to ligation than C:A (∼40-fold). This result suggests that the ligase active site prefers a phosphorylated purine over a pyrimidine, a result that is reciprocal to the preference previously observed at this position for Taq DNA ligase (15) .
Mismatches in the middle position were very poorly tolerated (2.3% of all ligation events), with overall incidence much lower than at the edge positions and only T:T mismatches present in relative high frequency (36% of all mismatches at this position; Figure 5C ). This result suggests that two correct base pairs in a row are required at the overlap for efficient ligation. It is unclear, however, if the low incidence of mismatches at this position is an enzyme effect, with helix distortions at this position disrupting the active site, or an annealing effect, with the mismatch in the middle position disrupting stable end annealing. A survey of predicted G of annealing of mismatched overhangs (Supplementary Data, Figure S5) shows no correlation between G and observation frequency; the overwhelming determinant of ligation frequency is the type of mismatch, not the stability of annealing (30) . Likely, annealing thermodynamics do play some role in mismatch ligation frequency. For a given type of mismatch (Supplementary Data, Figures S6 and S7), there is a weak correlation between increasing G and observations, though there is still quite a bit of scatter in these plots indicating that the sequence context is also highly important, not just the annealing strength/number of hydrogen bonds. Further, increasing ligation temperature greatly reduces mismatch ligation; this result is almost certainly an annealing effect, destabilizing the pool of available annealed mismatched substrates for the ligase to act on. High-GC overhangs display a higher frequency of mismatch ligation, especially when two of three bases form G:C Watson-Crick pairs. Among overhangs with singlebase mismatches, the two correct base pairings were both G:Cs in 50% of cases, G:Cs and A:Ts in 42% of cases, and both A:Ts in 8% of cases at 25
• C (with similar ratios at 37
• C). Interestingly, it is not simply the GC content, but the location of G:Cs, that makes mismatch ligation more favorable. For example, overhangs with single-base edge mismatches containing middle A:T pairs and edge G:C base pairs (
XAG YTC
, where X:Y indicates mismatch) outnumber the reverse (
XG A YCT
) by a factor of 2.5 (32% versus 13%, respectively), despite having similar predicted G of annealing (e.g. the G:T panel, Supplementary Data, Figure S6) .
When interpreting the quantitative results, it should be noted that overhang pools were not perfectly random and contained bias introduced during the initial oligonucleotide synthesis. The distribution of nucleobases in the random synthesized region was 25.4±0.3%, 27.0±0.4%, 25.6±0.6%, and 22.0±0.3%, for A, T, G and C, respectively. This base bias did not vary significantly by position. In the particular substrate used, the most abundant overhang (TTT) is estimated to be about 2-fold more prevalent than the least abundant (CCC). While it would be desirable to normalize the data based on the bias in the substrate library, the ligation reaction is a combination of dynamic annealing of overhangs and ligase kinetic preferences for each annealed overhang pair; thus, it was unclear how to normalize in a way that is consistent with this complex biochemistry. Consequently, mismatch products resulting from particularly over-or under-represented overhangs may have their frequency over-or under-represented. The strongest effects are expected to be on the substrates with the weakest annealing and/or the weakest K M , which will be the most responsive to changes in substrate concentration. Thus, the lowestfrequency observed (poor annealing and/or weak binding) substrate pairs are likely to be those most strongly influenced by the sequence synthesis bias. Future work will focus on deconvoluting the effects of annealing versus enzyme kinetic preferences, potentially allowing for data normalization and, thus, more quantitatively accurate predictions.
The most surprising result uncovered in this study was the remarkably sluggish ligation rate of TNA overhangs as compared to all other Watson-Crick pairings, including ANT and other high AT overhangs. We attempted to determine if this result might be due to unusual secondary structure, either of the unligated substrate, the paired hairpins, or the nicked intermediate formed after the first intermolecular ligation step. To this end, Vienna was used to predict the structure of the full hairpin, the ligated product with one nick, and the first 18 bases of the hairpin substrate with or without its complement strand (30) . In no case did we find predictions of unusual secondary structure that would explain the slow ligation rate, or any other significant predicted differences from substrates with ANT in this position. G of annealing was also predicted to be in line with other high AT overhangs (Supplementary Data, Figure S5) . Thus, we do not expect the poor reactivity of the TNA substrates to be a result of DNA structure alone, and must result from interaction with the ligase. There is unfortunately no reported crystal structure of T4 DNA ligase; a co-structure with this substrate sequence might be able to show if the TNA sequence somehow formed a complex with the ligase active site that pulled the bases out of alignment for adenylyl transfer and/or phosphodiester bond formation. Mechanistically, we observed very little adenylylated intermediate in the ligation of the defined substrates (Figure 4A) , suggesting slow adenylyl group transfer. This is in contrast to the reaction of T4 ligase with other inefficient end-joining substrates, such as blunt ends and single base overhangs, which show substantial adenylylated substrate accumulation under comparable single-turnover conditions used in this study (31) . However, additional work, including with analogous nicked substrates, will be required to definitively determine the mechanism of the slow reaction of TNA overhangs.
The current method has proven effective in rapidly profiling the ligation fidelity of T4 DNA ligase in a single experiment. Further application of the method will allow for the profiling of any ligase that can carry out the ligation of short, cohesive ends, and measuring the influence of reaction conditions that are likely to influence annealing and/or ligase kinetics (e.g. ionic strength, buffer pH, divalent cation concentration and identity) on ligation fidelity and bias. The effect of additives, such as the crowding agent polyethylene glycol, commonly used to enhance ligation rates, could also be measured; this class of additives accelerates reaction rate by increasing effective concentration of substrates, which may have a significant effect on ligation fidelity and bias (32, 33) .The method could be used to find not only highfidelity ligases and conditions, but potentially to find ligases with very different fidelity profiles and mismatch preferences. The latter could be substituted for T4 DNA ligase in cases where the use of low-fidelity ligation pairs is desired, or allow for identification of ligases optimized for particular applications.
Additionally, there is potential for use of this data to explore the kinetics and thermodynamics of end-joining ligation. Varying ligase identity, concentration, reaction time, and temperature could allow the deconvolution of the contributions of annealing and ligase substrate preference on each reaction, potentially allowing the extraction of substrate-dependent kinetic parameters. The current study is performed entirely under single-turnover conditions, with a large excess of enzyme over ligatable ends. At minimum, varying the enzyme:substrate ratio and including multiple turnover studies will be necessary to deconvolute substratedependent kinetics. Deeper analysis will also require the use of a nicked version of the substrate pool to separate out the differences between the first, intermolecular ligation event and the subsequent intramolecular nick ligation. Another potential approach, such as our previously published multiplexed nick ligation profiling method, would be better suited to complement SMRT sequencing analysis of the end-joining substrates (23) .
A comprehensive understanding of the fidelity and bias of cohesive end-joining may facilitate the optimization of methods requiring high-fidelity ligation; e.g. the ligase chain reaction and related ligation-dependent methods for detecting specific DNA sequences (34) (35) (36) (37) . This method could be further adapted to explore other end structures; for example, extending the length of the overhang to study how length of the annealing region affects specificity, or modifying the substrate to allow for profiling the sequencedependent ligation bias of blunt ends and single-base overhangs. Knowledge of the sequence-dependent blunt and T/A ligation bias would be of great potential interest to the generation of DNA libraries for NGS sequencing, including potential effects from using adapters with different sequences. Application and extension of this methodology thus promises to generate helpful foundational data for the optimization of many modern molecular biology protocols.
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